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Mineralized dental plaque (calculus) has proven to be an excellent source
of ancient biomolecules. Here we present a Mycobacterium leprae genome
(6.6-fold), the causative agent of leprosy, recovered via shotgun sequencing
of sixteenth-century human dental calculus from an individual from
Trondheim, Norway. When phylogenetically placed, this genome falls in
branch 3I among the diversity of other contemporary ancient strains from
Northern Europe. Moreover, ancient mycobacterial peptides were retrieved
via mass spectrometry-based proteomics, further validating the presence
of the pathogen. Mycobacterium leprae can readily be detected in the oral
cavity and associated mucosal membranes, which likely contributed to
it being incorporated into this individual’s dental calculus. This individual
showed some possible, but not definitive, evidence of skeletal lesions
associated with early-stage leprosy. This study is the first known example
of successful multi-omics retrieval of M. leprae from archaeological dental
calculus. Furthermore, we offer new insights into dental calculus as an
alternative sample source to bones or teeth for detecting and molecularly
characterizing M. leprae in individuals from the archaeological record.
This article is part of the theme issue ‘Insights into health and disease
from ancient biomolecules’.1. Introduction
Mineralized dental plaque (calculus) from the archaeological record is a rich
reservoir of ancient biomolecules [1], containing endogenous oral microbiota,
opportunistic pathogens and food particles [2,3]. Since the original application of
next-generation sequencing to archaeological calculus [4], a number of papers
Trondheim
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Figure 1. (a) Location of Trondheim, Norway; (b) dental calculus found from SK92 (white arrows indicate location) ( photo: Anna Fotakis); (c) evidence of rhi-
nomaxillary syndrome, with possible loss of upper central incisors and resorption of the bone of the associated alveoli (indicated by black arrows); (d )
concentric loss of bone from pedal phalanx. Photos (c,d ): Åge Hojem, NTNU University Museum; arrows in (c) were added by the authors. (Online version in colour.)
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2have documented its use in recovering host genomic and meta-
genomic sequences [5,6], as well as proteomic [3,7] and
metabolomic [8] information, emphasizing the unique preser-
vation potential of this substrate. These studies have
predominantly focused on oral microbiota and oral pathogens,
and only a few have focused on evidence for calculus containing
pathogens that are acquired, rather than commensal in origin,
and are, therefore, not a standard component of the human
oral microbiome [9]. Here, we demonstrate that it is possible to
retrieve genomicDNAandpeptidesbelonging toMycobacterium
leprae (M. leprae), an acquired pathogen, from the calculus of a
sixteenth-century individual from Trondheim, Norway
(figure 1a).
Leprosy, a chronic granulomatous infection caused by
M. leprae, was prevalent across Europe during the medieval
period until its perceived decline on the mainland in the
sixteenth century [10,11]. However, this was not the case in
Norway where leprosy increased in prevalence well into the
nineteenth century [12,13]. The reason for leprosy’s persist-
ence in Norway is unclear, but hypotheses posit that it mayhave been strengthened by poor housing conditions and
peaty soils [12,13].
Mycobacterium leprae is one of few pathogens where pro-
longed infection can cause distinctive bone lesions to form
during the advanced stages of disease progression. Therefore,
skeletal remains displaying such lesions have been targeted
by previous studies seeking to retrieve ancient M. leprae
DNA [14–17]. However, the number of visually identifiable
individuals infected with M. leprae at the time of death is lim-
ited, because it is not possible to account for individuals that
died before bone lesions could form, or where lesions cannot
definitively be attributed to leprosy, or where remains are
poorly preserved [18].
In this study, we recovered a complete M. leprae genome
(6.6-fold average coverage), as well as a number of peptides
assigned to the Mycobacterium genus, from dental calculus
of an individual radiocarbon dated to the sixteenth century
from Trondheim, Norway. The individual displayed lesions
affecting the rhinomaxillary cavity and foot bones indicative
of the early stages of leprosy. However, these lesions are not
royalsocietypublishing
3pathognomonic and, therefore, differential diagnoses could
not be ruled out.
This is the first study, to our knowledge, where both pro-
teomic and DNA sequence data have been used to detect and
validate the presence of M. leprae from dental calculus. Using
shotgun metagenomic data, we also provide a comparison of
M. leprae DNA preservation in both dental calculus and
tooth-root dentine. .org/journal/rstb
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(a) Sampling strategy and osteological analyses
Dental calculus (figure1b) andapremolar toothbelonging toafemale
individual (SK92/N86160) excavated from the ‘Librarysite’ inTrond-
heim were sampled at NTNU Trondheim for metagenomic and
proteomic analysis. Calculus was sampled on clean small measuring
boats placed on foil strips using sterilized dental equipment.
Additionally, a 1.2 g sample of bone from the posterior surface of
the left femur was taken for radiocarbon dating and stable isotopic
analysis. Both tests were performed at the National Laboratory for
Age Determination, NTNU. Sex was estimated according to the
standards in Buikstra & Ubelaker [19], age-at-death using transition
analysis [20] in the ADBOU age estimation software package and
skeletal pathology recorded following Waldron [21].
(b) Ancient DNA extraction and library preparation
All pre-amplification laboratory preparations were carried out in
dedicated ancient biomolecules clean laboratory facilities at the
GLOBE Institute, University of Copenhagen. For every step
described below, negative controls (tubes with no calculus)
underwent the same procedure.
(i) Calculus
DNA extractions for both dentine and calculus followed amodified
silica-in-solution protocol as described in Allentoft et al. [22].
Thirty-five milligrams of calculus were used for DNA extraction.
Approximately 60 ng of DNA extract was used to generate a
double-stranded library according to the BEST protocol [23] using
amodifiedadapter sequence suitable for BGISeq500 [24].Quantitat-
ive real-time PCR (qPCR) with 2X Roche LC480MasterMix (KAPA
biosystems) was used to estimate the required number of cycles for
library index PCR amplification (17 cycles for both dentine and
calculus). Post-qPCR, library index amplifications were performed
in a 50 µl reaction using BGI indexes and the KAPA HiFi HotStart
Uracil+ ReadyMix PCR protocol (KAPA Biosystems). After this,
libraries were purified with QiaQuick columns (Qiagen) and
eluted with 30 µl buffer EB (Qiagen). Quantification and fragment
size estimation was done using the High-Sensitivity DNA Assay
for the Bioanalyzer2100 (Agilent). The sample library and its associ-
ated negative controls were paired-end sequenced at BGI Shenzhen
(2 × 50 bp) using the BGISeq500 platform. Two hundred and
eighty-one million reads were generated for the calculus library
and 1–7 million for the negative controls.
(ii) Dentine
Twohundred and fiftymilligrams of dentine drilled from the tooth
root were extracted as described above for the calculus. A double-
stranded library was generated using 32 µl of extract according to
the BEST protocol, using adapters compatible with Illumina
sequencing according to Carøe et al. [23]. qPCR and PCR reactions
were prepared using Amplitaq Gold (ThermoFisher) and purified
in 30 µl using SPRI beads as in Rohland & Reich [25]. The ampli-
fied library was single-end sequenced with Illumina 2500 (1 x
80 bp) at the Danish National High-throughput DNA Sequencing
Centre. A total of 3.6 million single-end reads were generated.(c) Initial read processing for SK92 and negative
controls
The paired-end BGI reads were de-multiplexed as described pre-
viously by Mak et al. [24]. Adapters were removed from all
samples and negative control libraries using Adapter Removal
v. 2.2.4 [26], paired-end reads were collapsed. Only collapsed
reads were used in downstream analysis for all paired-end data.
(d) Taxonomic screening
To confirm that the taxonomic profile is consistent with oral
samples, Metaphlan2 was used to create a metagenomic profile
of the non-human dental calculus reads. The reads were aligned
to the MetaPhlan2 database [27] using Bowtie2 v. 2.2.9 [28] and
PCR duplicates were excised using the filteruniquebam tool in
PALEOMIX [29]. We compared the obtained taxonomic profile
of abundances with 689 human microbiome profiles published
from the Human Microbiome Project (HMP) Consortium [30],
comprising samples from the mouth (N = 382), skin (N = 26),
gastrointestinal tract (N = 138), urogenital tract (N = 56), airways
and nose (N = 87). The oral HMP samples consist of attached/
keratinized gingiva (N = 6), buccal mucosa (N = 107), palatine
tonsils (N = 6), tongue dorsum (N = 128), throat (N = 7), supragingi-
val plaque (N = 118) and subgingival plaque (N = 7). We compared
pairwise ecological distances, the difference in species composition,
among all profiles at genus and species level using taxon relative
abundances and the vegdist function from the vegan package in
R [31]. These were used for principal coordinate analysis (PCoA)
of the Bray–Curtis distances in R using the pcoa function included
in the APE package [32] (electronic supplementary material, figure
S1). We calculated the average relative abundance for each genus
and for each body site present in theHMPand visualized the abun-
dance of the top 50 genera present using hclust2 (https://bioconda.
github.io/recipes/hclust2/README.html) by hierarchically
clustering (average linkage) with the Bray–Curtis similarity
(electronic supplementary material, figure S2).
(e) Pathogen screening
Reads from the SK92 sample libraries and negative controls were
screened for the presence of pathogen DNAwith the metagenomic
analysis tool MALT v. 0.4.1 [33], using a custom taxonomic data-
base. The database comprised all complete bacterial (n = 12 427)
and viral (n = 8096) genomes downloaded from NCBI RefSeq on
13 February 2019, and all complete archaeal (n = 280) genomes
downloaded from NCBI RefSeq on 17 April 2019. The following
two entries were excluded: ‘GCF_000954235.1 uncultured phage
WW-nAnB’ and ‘GCF_000146025.2 uncultured Termite group 1
bacterium phylotype Rs-D17’, because they are uncultured and
derive from complex metagenomic datasets, and may, therefore,
consist of composite sequences from multiple organisms.
The finaldatabase contained20 803genomes;default parameters
were used when creating it with malt-build (v. 0.4.1). The output
‘rma6’ filesweremanually inspected inMEGAN6 [34].MALTresults
are shown in electronic supplementary material, table S1.
( f ) Mapping approach and dataset preparation
(i) SK92 and negative controls
The EAGER pipeline v. 1.92.55 [35] was used to map reads to the
M. leprae TN reference genome (NC_002677.1) using Burrows–
Wheeler Aligner v0.7.17 (bwa-aln) [36], remove duplicates using
Picard tools v. 2.18.26 MarkDuplicates (http://broadinstitute.
github.io/picard/), executemapDamage v. 2.2.4 [37] and evaluate
the data with Qualimap v. 2.2.2 [38]. Sensitive mapping par-
ameters were used with bwa-aln (−n 0.01, −l 16) to accommodate
deaminated bases. Mapquality (−q) 37 was used with samtools
v. 1.3.1 [39]. The M. leprae reads from the SK92 calculus sample
royalsocietypublishing.org/journal/rstb
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4were mapped a second time as described above, although using
more stringent mapping parameters with bwa-aln (−n 0.1 −l 32)
to reconstruct the genome for downstream phylogenetic analyses.
This was done due to the relatively low number ofM. leprae reads
with deaminated bases (electronic supplementary material, table
S2), and the minimal loss of average coverage across the genome
(see electronic supplementarymaterial, tables S2 and S3). SNP call-
ing was carried out with GATK v. 3.5.0 UnifiedGenotyper [40]
for both the stringently and sensitively mapped reads for the
SK92 calculus sample. The evaluation of the multiallelic variants
present in the two genomes showed that the stringent mapping
parameters also reduced the number of multiallelic SNPs infring-
ing on the cut-off for homozygous calls. MultiVCFAnalyzer
v. 0-85-1 [41] (https://github.com/alexherbig/MultiVCFAnaly-
zer) was used to compare the multiallelic variants called for the
two mapping versions of the SK92 genome where a variant had
to be covered by a minimum of five reads and have a minimum
variant quality score of 30. Variants with allele frequency between
10 and 90%were classified as multiallelic (two or more conflicting
base calls). Variants were determined to be homozygous if at least
90% of the reads agreed. The allele frequencies for two-state multi-
allelic variants were plotted in R [42] (electronic supplementary
material, figure S3).
(ii) Processing of published modern and ancient Mycobacterium
leprae genomes
The dataset for the phylogenetic analysis consisted of 164 pre-
viously published ancient and modern genomes [14–17,43–50].
This dataset was adapter clipped using AdapterRemoval v. 2.2.4
[26]. For paired-end data, reads were collapsed, and both collapsed
and un-collapsed readswere used in downstreamanalyses. In cases
where single-end and paired-end data existed for the same sample,
the data were merged after separate adapter removal. Mapping
and SNP calling were carried out using the EAGER pipeline
as described above. In the dataset, all previously published
ancient genomes were UDG-treated (deaminated bases removed),
therefore, higher stringency parameters (−n 0.2,−l 32)were applied
to the whole dataset (modern and ancient) when mapping with
bwa-aln. This was done for all genomes with the exception of
samples I30_W-09, NHDP-55, NHDP-63, NHDP-98, Thai-53
and 2936 that had an average read length below 50 bp (electronic
supplementary material, table S3). Due to the shortness of these
reads −n 0.1 was used instead, since −n 0.2 did not allow any
mismatches to occur in many shorter reads and led to the loss
of phylogenetic diversity.
Reference genomes Br4923 (NC_011896.1), Kyoto-2
(NZ_AP014567.1), MRHRU-235-G (NZ_CP029543.1) and TN
(NC_002677.1) were included in the dataset by turning them into
artificial sequence data (150 bp long reads with 2 bp tiling). They
were fragmented using the Pyfasta 0.5.2module in Python and sub-
sequently converted into artificial fastq data. These reads were
mapped using stringent parameters (−n 0.2 −l 32) with bwa-aln.
The Mycobacterium lepromatosis (GenBank JRPY00000000.1) [51]
genome was also processed in this way and used as the outgroup.
It wasmappedwith sensitive bwa-aln parameters (−n 0.01−l 16) to
accommodate sequence divergence between M. lepromatosis and
M. leprae.
(iii) Phylogenetic placement of SK92
A multi-genome SNP alignment of homozygous positions for
the dataset, including the stringently mapped SK92 calculus
genome, was created using MultiVCFAnalyzer v. 0-85-1 [41].
Positions were classified as homozygous as described above,
with the exception that five reads had to cover a position for it to
be considered. Variant calls occurring in repetitive regions,
rRNA and tRNA regions were excluded. The phylogenetically
relevant position C251T in the rrs gene was not excluded [52].A bone sample from skeleton SK12 from Winchester, UK—
negative for M. leprae—harbouring contaminant DNA from
soil-dwelling mycobacteria has been used in previous studies as
a ‘negative control’ [14,15]. Thus, we also excluded SNPs called
at 3X in SK12, when using sensitive bwa-aln mapping parameters
(−n 0.01, −l 16). A list of excluded regions is provided in electronic
supplementary material, table S4. The resulting SNP alignment
contained 3139 variant positions in total. Eighty per cent partial
deletion was applied, and the remaining 3126 variant positions
were used to generate a maximum-likelihood phylogenetic tree
using RAxML v. 8.2.11 [53] (figure 2). A model selection test was
performed using MEGA X [54]; the GTR model performed best
with the given dataset and was executed with RAxML using the
ASC_GTRCAT model without rate heterogeneity (−V) using stan-
dard ascertainment bias correction and 1000 bootstrap replicates.
Homozygous SNPs called for SK92 (SNPs in excluded regions
not included) are listed in electronic supplementary material,
table S5; SNP positions were annotated using snpEff v. 3.1 [55].
(iv) Human read analysis
The adapter-removed reads for the SK92 calculus and dentine
(described above) were mapped to the human reference genome
(hg19) using bwa-aln (v. 0.7.15) [36] (with −n 0.01, −l 1000).
Reads with mapping quality lower than 30 were discarded and
PCR duplicate reads were removed using Picard tools 2.13.2
(http://picard.sourceforge.net). Finally, reads were realigned
around indels using Genome Analysis Toolkit3.3 [40] and the
MD-tag was recalculated using samtools 1.6 [39]; mapDamage2.0
[37] was used to quantify post-mortem DNA damage. Summary
statistics (depth of coverage, average read length and GC content)
were estimated on the final dataset alignments using samtools 1.6
[39]. Mapping results were evaluated using Qualimap v. 2.2.2 [38].
(v) Normalization of damage pattern estimation
To accurately compare the deamination rates between the reads
mapping to the M. leprae genome and the human genome in the
SK92 calculus and dentine sequence data, the number of mapped
reads was normalized. Picard tools was used to convert to fastq
files and SeqKit [56] was used to extract 4000 mapping reads
from the M. leprae alignment and 100 000 reads from the human
genome alignments for SK92 calculus and dentine, respectively,
with mapDamage2.0 [37] used to quantify post-mortem DNA
damage for each subset. A summary of the deamination patterns
can be found in electronic supplementary material, table S6.
(g) Proteomics
(i) Ancient protein laboratory preparation
Protein extractionwasundertaken indedicatedancient biomolecules
laboratories at the GLOBE Institute, University of Copenhagen.
Dental calculus samples were placed in Protein LoBind tubes
(Eppendorf) andweighed.Negative controlswere tubeswith no cal-
culus sample. The protein extraction protocol used is described in
depth in Jersie-Christensen et al. [7]. Prepared in-house C18 Stage-
Tips with immobilized samples were delivered to the Novo
Nordisk Foundation Centre for Protein Research, University of
Copenhagen, for further analysis by nanoflow liquid chromato-
graphy tandem mass spectrometry (LC-MS/MS) using a Q-
Exactive HF mass spectrometer as described in Demarchi et al. [57],
‘Copenhagen setup’ and Kelstrup et al. [58].
(ii) Processing of metaproteomic data
Raw LC-MS/MS files of the sample and the extraction negative
control were processed together in a single run by MaxQuant
(v. 1.5.3.30) [59] using default Orbitrap settings. Search parameters
included a fixedmodification of carbamidomethylation for cysteine
(C), and variable modifications for methionine oxidation (M) and
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Figure 2. Maximum-likelihood tree of ancient and modern M. leprae strains. The tree is based on 3126 variant positions using 80% partial deletion and 1000
bootstrap replicates (bootstrap support for each node is shown). Mycobacterium lepromatosis was used as an outgroup. SK92 is coloured blue and previously pub-
lished ancient genomes are coloured red. Radiocarbon dates and country of origin are provided for the ancient genomes where possible. The country of origin is
provided for the modern genomes. Animal figures denote strains isolated from non-human primates, armadillos and squirrels. The primary branches are colour coded
and the dotted lines indicate established SNP types (1–4) and subtypes (A–P). (Online version in colour.)
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6deamidation (N,Q). Database searches were performed using the
Andromeda search engine [60] against a concatenated FASTA file
of the human reference proteome, entire SwissProt [61] and the
Human Oral Microbiome Database (HOMD) [62], as described in
Belstrøm et al. [63], retrieved August 2014 and applying a 1%
FDR cut-off. The precursor mass tolerance was set to 5 ppm and
the fragment mass tolerancewas set to 20 ppm. Enzyme specificity
was set to ‘Trypsin’withonemissed cleavageallowedand themini-
mumscore for unmodifiedpeptideswas set to 40. Resultingprotein
and peptide identificationwere filtered for potentialMycobacterium
identifications. All peptides of interest were then searched in
BLASTp against the NCBI database (https://blast.ncbi.nlm.nih.
gov/Blast.cgi) to validate species identifications and further vali-
dated in MQ viewer for spectrum inspection. The recovered
peptides diagnostic for species identification are found in electronic
supplementary material, table S7.Trans.R.Soc.B
375:201905843. Results
(a) Osteological analysis
Osteological evidence suggests that SK92 was a female adult
aged 40–60 years. She had low quantities of dental calculus,
evidence of small carious lesions and heavy tooth wear.
Waldron’s [21] operational definition for the identification of
leprosy in skeletal remains requires the presence of either
rhinomaxillary syndrome or concentric loss of bone on the
manual or pedal phalanges. Rhinomaxillary syndrome
involves several possible changes to the maxilla and the
bones of the nose. These include the degeneration of both
the anterior nasal spine and the maxilla (upper jaw) in the
area of the incisors (leading to the loss of the upper incisors)
as well as a rounding/widening of the nasal aperture [64]. In
a living individual, this would appear as an inward collapse
of the nose and upper jaw. SK92 does show several of these
changes, although none to a strong degree. The alveolar
process is resorbing, and the central incisors appear to have
been lost pre-mortem with full alveolar resorption (figure 1c).
There is some slight remodelling of the inferior margin of
the nasal aperture. The anterior nasal spine and much of the
nasal septum are missing, although it is unclear whether this
is pathological or taphonomic in nature. One pedal phalanx
shows some concentric loss of bone (figure 1d ). Although all
these changes seem to fulfil the operational definition, a conclu-
sive diagnosis of leprosy requires more and stronger evidence,
for instance, a much more clear-cut case of rhinomaxillary
syndrome or several hand/foot elements with a more severe
concentric loss of bone. From an osteological perspective, the
conclusion must be probable early-stage leprosy.(b) Isotopic analysis and radiocarbon dating
The dating sample from SK92 (TRa-13412) returned a 14C age
of 411 ± 14, rounded to 410 ± 15. However, differences between
the terrestrial andmarine carbon cycles can lead to the 14C ages
of individuals with high marine dietary components appear-
ing older than their actual age (i.e. the marine reservoir
effect). The 13C ratio, δ13C (‰), in a sample allows for an esti-
mation of the percentage marine dietary input, based on
expected 13C ratios from 100% terrestrial and marine inputs,
which can then be used to correct for this effect. Previous
work on medieval Norwegian material has suggested terres-
trial and marine dietary endpoints of −22‰ and −13‰,
respectively [65]. In the present case, the stable isotopic resultsfor 13C (δ13C =− 21.02‰) suggest a low-level marine protein
contribution to the individual’s diet, equating to a 10.9%
marine dietary component (−22‰ and−13‰were used as ter-
restrial and marine dietary end points, respectively, in the
calculation). The 14C date was calibrated and corrected for
the marine reservoir effect using the IntCal13 and Marine13
calibration curves [66] inOxcal v. 4.3.2 [67]. The probability dis-
tribution of the calibrated, reservoir corrected date, reported at
2σ, has two age ranges: 1455–1524 CE (70.5%), 1590–1622 CE
(24.9%). The median of the probability distribution is 1507 CE.
(c) Pathogen screening
MALT [33] analysis of the metagenomic shotgun data gener-
ated from individual SK92’s calculus (148 679 638 BGI input
reads) and tooth-root dentine (35 980 654 Illumina input
reads) revealed the presence of M. leprae in both sample
libraries, where 1 484 427 and 4595 reads were assigned to M.
leprae for the calculus and dentine, respectively (electronic sup-
plementary material, table S2). Of the total reads assigned to
the wholeMycobacterium genus, 99.0% and 96.8% of the calcu-
lus and dentine reads, respectively, correspond specifically to
M. leprae. The high representation of M. leprae reads out of
the total reads assigned to the genus Mycobacterium as a
whole indicates that both the calculus and tooth-root-dentine
samples suffered little contamination from soil-dwelling
mycobacteria. The slightly higher percentage of non-leprae
mycobacterial DNA in the tooth-root dentine may indicate
that the calculus offered more protection against contami-
nating environmental sources. No reads from the negative
controls were assigned to M. leprae in the MALT analysis
(electronic supplementary material, table S1 and S2).
(d) Genome reconstruction and phylogenetic placement
A 6.6-fold M. leprae genome was recovered from the dental
calculus, where 76% of the genome was covered at least
5-fold (electronic supplementary material, table S2).
SK92 was phylogenetically placed within a dataset of
previously published 20 ancient and 144 modern genomes.
SK92 is positioned in branch 3I, forming a three-pronged
multifurcation together with another ancient genome (SK2)
and a branch consisting of modern genomes isolated from
humans across Latin America, South America and southwes-
tern USA [49,68], as well as an armadillo strain (I30_W-09)
from the latter region [68]. The SK2 genome is from Winche-
ster, UK, and is radiocarbon dated to the thirteenth century
[14]. A further 10 medieval genomes, nine from Denmark
and one from the UK, fall in the wider context of branch 3I
(figure 2).
(e) Metaproteomic signal of Mycobacterium
In the dental calculus sample, we identified four endogenous
proteins, absent in the negative controls, that were assigned
to the Mycobacterium genus (table 1). Most active genes are
common among mycobacterial species, but a small subset of
136 genes are unique to M. leprae [69]. In our dataset, only
three proteins were supported by peptides found in M. leprae
exclusively, all of which were primarily related to virulence,
detoxification and adaptation (electronic supplementary
material, table S7). Many of the obtained peptides are shared
among mycobacteria and we independently validated the
results in order to avoid false positives [70] (table 1). However,
Table 1. Mycobacterial proteins of the genus Mycobacterium detected within calculus sample SK92.
protein name
all matching
peptides
unique
peptides
total
sequence
coverage (%)
unique
sequence
coverage (%)
sequence
length (aa) function
60 kDa chaperonin 2 18 4 33.6 11.1 541 virulence detoxification and
adaptation
18 kDa antigen 2 2 12.8 9 148 virulence detoxification and
adaptation
bacterioferritin 3 3 24.5 24.5 159 intermediary metabolism
and respiration
alkyl hydroperoxide
reductase
2 1 7.2 3.6 195 virulence, detoxification and
adaptation
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Mycobacterium genus DNA reads found in the calculus were
exclusively of M. leprae origin rather than a different myco-
bacterium, we conclude that the remaining protein is in fact
from M. leprae as well.
( f ) Mycobacterium leprae and human endogenous DNA
content comparison in dentine and calculus
Endogenous human DNA found within the dentine and
the calculus followed a similar deamination pattern to that
previously observed by Mann et al. [71]. In particular, the den-
tine sample had significantly higher deamination rates even
when normalizing the number of reads. By contrast, M. leprae
DNA deamination rates were similar regardless of source
material (electronic supplementary material, tables S2 and S6).
Also, as described in Mann et al. [71], we note that the average
fragment length of endogenoushumanDNAwas longer inden-
tine than in the calculus (70 versus 51 bp). In addition,we found
that M. leprae DNA was slightly longer in the dentine sample
compared to the calculus (59 in dentine versus 46 bp; electronic
supplementary material, table S2). Notably, each substrate was
sequenced on different platforms (BGIseq500 for calculus and
Illumina for dentine); however, previous comparisons have
found no significant differences between the two platforms
both for ancient metagenomic and metatranscriptomic data
[24,72] or for modern microbial data [73].
Mycobacterium leprae is well known for its thick cell wall
[14,74–77]whichmayexplain the observed similarity in deami-
nation rates and fragment lengths forM. lepraeDNA in calculus
and dentine. The protective nature of calculus and the myco-
bacterial cell wall may also explain the low deamidation rates
observed in theMycobacteriumpeptides (electronic supplemen-
tary material, table S7). The variability in protein preservation
with dental calculus has been previously reported [78] and
the relatively young age of the sample may also explain the
low deamidation rates.4. Discussion
The presence of M. leprae DNA and peptides detected in the
calculus suggests an oral manifestation in SK92, likely in
the mucosa or soft palate, which led to M. leprae becomingentrapped during dental plaque formation. Overall, the
reaction within the oral cavity in leprosy has been observed
in 19–60% of clinical cases [79,80]. Irrespective of the presence
of a leprous oral lesion, the oral cavity has been shown to har-
bour M. leprae bacteria even with a lack of specific visible
lesions [81]; however, further studies are required to clarify
whether the oral presence of the pathogen suggests greater
severity or prolonged infection severity [82–84]. Poor dental
and periodontal health have been associated with leprosy
patients [85], and it was very likely that individual SK92
suffered from poor oral hygiene (electronic supplementary
material, table S8 and figure S2). However, the possibility of
any oral lesion (beyond the slight alveolar resorption noted
above) is hard to discern from the osteological remains due
to their preservation. Even in osteological remains with
clear leprosy lesions, non-specific oral reactions are not
always present [86]. The existence of M. leprae in the tooth-
root dentin may be a result of the pathogen’s presence in
the blood or nerves inside the tooth root.
SK92 is the first ancient M. leprae genome recovered from
Trondheim and, to our knowledge, from Norway overall.
Leprosy was not uncommon during the sixteenth century in
Trondheim, with evidence suggesting leprosy patients made
up to 50% of applicants for admittance to hospitals during
the fourteenth to seventeenth centuries [87,88]. Moreover, sev-
eral other individuals with osteological evidence of leprosy
have been recorded at the Library Site cemetery, as well as
neighbouring contemporary cemeteries [88–90]. Notably, the
oldest known hospital in Norway, founded in the twelfth cen-
tury, was connected to Nidaros Cathedral, the largest religious
institution in Trondheim. In the following centuries, the hospi-
tal was reorganized and relocated outside of the cathedral area
[87] and was still active until the middle of the nineteenth cen-
tury, with many of the patients recorded as leprosy patients
throughout its use [87,88].
The presence of the SK92 M. leprae strain type in Norway
during the sixteenth century (median probability is 1507 CE;
see Results) extends the European distribution of branch 3I
strains beyond Denmark and the UK during the Medieval
period. SK92 is part of a multifurcation formedwith the ancient
SK2 (thirteenth century) genome and a branch leading to
modern strains isolated from humans across the Americas, as
well as one armadillo strain from the southwestern USA
[49,68] (figure 2). The shared ancestry of these ancient European
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8strains in relation to New World strains is not surprising, since
leprosy is widely considered to have originated in the Old
World, and no known evidence of pre-contact leprosy in the
Americas is known so far [47,68,91]. The broad diversity of Bra-
zilian strains in branch 3I is thought to originate from multiple
European introductions of the 3I strain type to theAmericas [49].
5. Conclusion
Our study is the first to demonstrate the recovery of ancientM.
leprae biomolecules from archaeological dental calculus. We,
therefore, highlight that it may represent an alternative sample
source to bones and teeth, for detecting andmolecularly charac-
terizingM. leprae in individuals from the archaeological record,
especially in the absence of definitive osteological markers. The
robust nature of dental calculus increases its likelihood to be pre-
served over long periods of time. We hope it will prove to be a
valuable substrate for future ancient pathogen studies to
detect and retrieve biomolecular information for M. leprae, as
well as other acquired infectious pathogens that are present in
the oral cavity during disease progression. This is particularly
relevant for cases where human remains are poorly preserved
or too precious to warrant destructive bone sampling.
Ethics. This work was performed following ethical approval by the
Norwegian National Research Ethics Committees (ref. 2015/374).
Data accessibility. The mass spectrometry proteomics data were sub-
mitted to the ProteomeXchange Consortium via the PRIDE [92]
partner repository with the dataset identifier PXD017836. Sequencedata that support the findings of this study have been submitted to
the European Nucleotide Archive under accession number
PRJEB37995. All other data supporting the findings of this study
are available upon request.
Authors’ contributions. A.K.F. conceived the investigation and collected
samples. A.K.F., Å.J.V. and M.T.P.G. designed the study. S.D.D. per-
formed osteological analyses. A.K.F., D.M., M.I.O. and M.M.
performed laboratory work. A.K.F. and Å.J.V. performed analyses
and interpreted data, and wrote the manuscript with contributions
from co-authors. M.T.P.G., E.C., J.V.O., S.G., T.S.-P., G.Z. and A.C.
contributed resources.
Competing interests. We have no competing interests.
Funding. This research was supported by Carlsbergfondet Semper
Ardens grant no. CF18-1109 (to M.T.P.G.), Lundbeck Foundation
grants R52-A5062 (to A.K.F., M.T.P.G) and KU2016 (to M.M., E.C.)
as well as the Norwegian Research Council MEDHEAL600 grant
(to S.D.D. and A.C.) and VILLUM FONDEN grant no. 17649 (to
E.C.). Work at The Novo Nordisk Foundation Centre for Protein
Research (CPR) is funded by a generous donation from the Novo
Nordisk Foundation (grant no. NNF14CC0001).
Acknowledgements. The authors would like to thank Birgitte Skar (NTNU
University Museum) for facilitating access to the samples, and Ashot
Margaryan for discussions and input in the original planning of the
study. We also thank Rosa Rakownikow Jersie-Christensen for LC-
MS/MS data generation and Jacob Agerbo Rasmussen for support
with graphic design. We gratefully acknowledge the Danish National
Supercomputer for Life Sciences–Computerome (computerome.d-
tu.dk) for the computational resources to perform the sequence
analyses. We also acknowledge the Danish National High-Throughput
Sequencing Centre for assistance in Illumina data generation. All
photos used in this article are available under the Creative Commons
license CC BY 3.8 (https://creativecommons.org/licenses/by/3.0/).References1. Warinner C, Speller C, Collins MJ. 2015 A new era in
palaeomicrobiology: prospects for ancient dental
calculus as a long-term record of the human oral
microbiome. Phil. Trans. R. Soc. B 370, 20130376.
(doi:10.1098/rstb.2013.0376)
2. Warinner C et al. 2014 Pathogens and host
immunity in the ancient human oral cavity. Nat.
Genet. 46, 336–344. (doi:10.1038/ng.2906)
3. Warinner C et al. 2014 Direct evidence of milk
consumption from ancient human dental calculus.
Sci. Rep. 4, 7104. (doi:10.1038/srep07104)
4. De La Fuente CP, Flores SV, Moraga ML. 2012
Human bacterial DNA from dental calculus: a new
source of genetic material. Am. J. Phys. Anthropol.
147, 127.
5. Adler CJ et al. 2013 Sequencing ancient calcified dental
plaque shows changes in oral microbiota with dietary
shifts of the Neolithic and Industrial revolutions. Nat.
Genet. 45, 450–455. (doi:10.1038/ng.2536)
6. Ozga AT, Nieves-Colón MA, Honap TP,
Sankaranarayanan K, Hofman CA, Milner GR, Lewis
Jr CM, Stone AC, Warinner C. 2016 Successful
enrichment and recovery of whole mitochondrial
genomes from ancient human dental calculus.
Am. J. Phys. Anthropol. 160, 220–228. (doi:10.
1002/ajpa.22960)
7. Jersie-Christensen RR et al. 2018 Quantitative
metaproteomics of medieval dental calculus reveals
individual oral health status. Nat. Commun. 9, 4744.
(doi:10.1038/s41467-018-07148-3)8. Velsko IM et al. 2017 The dental calculus
metabolome in modern and historic samples.
Metabolomics 13, 134. (doi:10.1007/s11306-017-
1270-3)
9. Eerkens JW, Nichols RV, Murray GGR, Perez K, Murga
E, Kaijankoski P, Rosenthal JS, Engbring L, Shapiro
B. 2018 A probable prehistoric case of
meningococcal disease from San Francisco Bay: next
generation sequencing of Neisseria meningitidis
from dental calculus and osteological evidence.
Int. J. Paleopathol. 22, 173–180. (doi:10.1016/j.ijpp.
2018.05.001)
10. Nerlich AG, Zink AR. 2008. Past Leprae. In
Paleomicrobiology: past human infections
(eds D Raoult, M Drancourt), pp. 99–123. Berlin,
Germany: Springer.
11. Boldsen JL, Mollerup L. 2006 Outside St. Jørgen:
leprosy in the medieval Danish city of Odense.
Am. J. Phys. Anthropol. 130, 344–351. (doi:10.
1002/ajpa.20363)
12. Vogelsang TM. 1965 Leprosy in Norway. Med. Hist.
9, 29–35.
13. Kazda J, Irgens LM, Kolk AH. 1990 Acid-fast bacilli
found in sphagnum vegetation of coastal Norway
containing Mycobacterium leprae-specific phenolic
glycolipid-I. Int. J. Lepr. Other Mycobact. Dis. 58,
353–357.
14. Schuenemann VJ et al. 2013 Genome-wide comparison
of medieval and modern Mycobacterium leprae. Science
341, 179–183. (doi:10.1126/science.1238286)15. Schuenemann VJ et al. 2018 Ancient genomes
reveal a high diversity of Mycobacterium leprae in
medieval Europe. PLoS Pathog. 14, e1006997.
(doi:10.1371/journal.ppat.1006997)
16. Krause-Kyora B et al. 2018 Ancient DNA study
reveals HLA susceptibility locus for leprosy in
medieval Europeans. Nat. Commun. 9, 1569.
(doi:10.1038/s41467-018-03857-x)
17. Mendum TA et al. 2014 Mycobacterium leprae
genomes from a British medieval leprosy hospital:
towards understanding an ancient epidemic. BMC
Genomics 15, 270. (doi:10.1186/1471-2164-15-270)
18. Roberts CA, Manchester K. 2010 The archaeology of
disease. Stroud, UK: History Press.
19. Buikstra JE, Ubelaker DH. 1994 Standards for data
collection from human skeletal remains (Arkansas
Archaeological Survey Research Series, vol. 44).
Fayetteville, AK: Arkansas Archeological Survey.
20. Boldsen JL, Milner GR, Konigsberg LW, Wood JW.
2002 Transition analysis: a new method for
estimating age from skeletons. Paleodemography
31, 73–106. (doi:10.1017/cbo9780511542428.005)
21. Waldron T. 2008 Palaeopathology. Cambridge, UK:
Cambridge University Press.
22. Allentoft ME et al. 2015 Population genomics of
Bronze Age Eurasia. Nature 522, 167–172. (doi:10.
1038/nature14507)
23. Carøe C, Gopalakrishnan S, Vinner L, Mak SST,
Sinding M-HS, Samaniego JA, Wales N,
Sicheritz-Pontén T, Gilbert MTP. 2017 Single-tube
royalsocietypublishing.org/journal/rstb
Phil.Trans.R.Soc.B
375:20190584
9library preparation for degraded DNA. Methods
Ecol. Evol. 9, 410–419. (doi:10.1111/2041-210x.
12871)
24. Mak SST et al. 2017 Comparative performance of
the BGISEQ-500 vs Illumina HiSeq2500 sequencing
platforms for palaeogenomic sequencing.
Gigascience 6, 1–13. (doi:10.1093/gigascience/
gix049)
25. Rohland N, Reich D. 2012 Cost-effective, high-
throughput DNA sequencing libraries for
multiplexed target capture. Genome Res. 22,
939–946. (doi:10.1101/gr.128124.111)
26. Schubert M, Lindgreen S, Orlando L. 2016
AdapterRemoval v2: rapid adapter trimming,
identification, and read merging. BMC Res. Notes 9,
88. (doi:10.1186/s13104-016-1900-2)
27. Truong DT, Franzosa EA, Tickle TL, Scholz M,
Weingart G, Pasolli E, Tett A, Huttenhower C, Segata
N. 2015 MetaPhlAn2 for enhanced metagenomic
taxonomic profiling. Nat. Methods 12, 902–903.
(doi:10.1038/nmeth.3589)
28. Langmead B, Salzberg SL. 2012 Fast gapped-read
alignment with Bowtie 2. Nat. Methods 9,
357–359. (doi:10.1038/nmeth.1923)
29. Schubert M et al. 2014 Characterization of ancient
and modern genomes by SNP detection and
phylogenomic and metagenomic analysis using
PALEOMIX. Nat. Protoc. 9, 1056–1082. (doi:10.1038/
nprot.2014.063)
30. Human Microbiome Project Consortium. 2012
Structure, function and diversity of the healthy
human microbiome. Nature 486, 207–214. (doi:10.
1038/nature11234)
31. Dixon P. 2003 VEGAN, a package of R
functions for community ecology. J. Veg. Sci.
14, 927–930. (doi:10.1111/j.1654-1103.2003.
tb02228.x)
32. Paradis E, Claude J, Strimmer K. 2004 APE: analyses
of phylogenetics and evolution in R language.
Bioinformatics 20, 289–290. (doi:10.1093/
bioinformatics/btg412)
33. Vågene ÅJ et al. 2018 Salmonella enterica genomes
from victims of a major sixteenth-century epidemic
in Mexico. Nat. Ecol. Evol. 2, 520–528. (doi:10.1038/
s41559-017-0446-6)
34. Huson DH, Auch AF, Qi J, Schuster SC. 2007 MEGAN
analysis of metagenomic data. Genome Res. 17,
377–386. (doi:10.1101/gr.5969107)
35. Peltzer A, Jäger G, Herbig A, Seitz A, Kniep C,
Krause J, Nieselt K. 2016 EAGER: efficient ancient
genome reconstruction. Genome Biol. 17, 60.
(doi:10.1186/s13059-016-0918-z)
36. Li H, Durbin R. 2009 Fast and accurate short read
alignment with Burrows-Wheeler transform.
Bioinformatics 25, 1754–1760. (doi:10.1093/
bioinformatics/btp324)
37. Jónsson H, Ginolhac A, Schubert M, Johnson PLF,
Orlando L. 2013 mapDamage2.0: fast approximate
Bayesian estimates of ancient DNA damage
parameters. Bioinformatics 29, 1682–1684. (doi:10.
1093/bioinformatics/btt193)
38. Okonechnikov K, Conesa A, García-Alcalde F.
2016 Qualimap 2: advanced multi-sample qualitycontrol for high-throughput sequencing data.
Bioinformatics 32, 292–294. (doi:10.1093/
bioinformatics/btv566)
39. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J,
Homer N, Marth G, Abecasis G, Durbin R. 2009 The
Sequence Alignment/Map format and SAMtools.
Bioinformatics 25, 2078–2079. (doi:10.1093/
bioinformatics/btp352)
40. McKenna A et al. 2010 The Genome Analysis
Toolkit: a MapReduce framework for analyzing next-
generation DNA sequencing data. Genome Res. 20,
1297–1303. (doi:10.1101/gr.107524.110)
41. Bos KI et al. 2014 Pre-Columbian mycobacterial
genomes reveal seals as a source of New World
human tuberculosis. Nature 514, 494–497. (doi:10.
1038/nature13591)
42. R Development Core Team. 2013 R: a language and
environment for statistical computing. Vienna,
Austria: R Foundation for Statistical Computing.
http://www.R-project.org.
43. Singh P et al. 2014 Genome-wide re-sequencing of
multidrug-resistant Mycobacterium leprae Airaku-3.
Clin. Microbiol. Infect. 20, O619–O622. (doi:10.1111/
1469-0691.12609)
44. Monot M et al. 2009 Comparative genomic and
phylogeographic analysis of Mycobacterium leprae.
Nat. Genet. 41, 1282–1289. (doi:10.1038/ng.477)
45. Cole ST et al. 2001 Massive gene decay in the
leprosy bacillus. Nature 409, 1007–1011. (doi:10.
1038/35059006)
46. Avanzi C et al. 2016 Transmission of drug-resistant
leprosy in Guinea-Conakry detected using molecular
epidemiological approaches. Clin. Infect. Dis. 63,
1482–1484. (doi:10.1093/cid/ciw572)
47. Avanzi C et al. 2016 Red squirrels in the British Isles
are infected with leprosy bacilli. Science 354,
744–747. (doi:10.1126/science.aah3783)
48. Stefani MMA et al. 2017 Whole genome sequencing
distinguishes between relapse and reinfection in
recurrent leprosy cases. PLoS Negl. Trop. Dis. 11,
e0005598. (doi:10.1371/journal.pntd.0005598)
49. Benjak A et al. 2018 Phylogenomics and
antimicrobial resistance of the leprosy bacillus
Mycobacterium leprae. Nat. Commun. 9, 352.
(doi:10.1038/s41467-017-02576-z)
50. Honap TP et al. 2018 Mycobacterium leprae
genomes from naturally infected nonhuman
primates. PLoS Negl. Trop. Dis. 12, e0006190.
(doi:10.1371/journal.pntd.0006190)
51. Singh P et al. 2015 Insight into the evolution and
origin of leprosy bacilli from the genome sequence
of Mycobacterium lepromatosis. Proc. Natl Acad. Sci.
USA 112, 4459–4464. (doi:10.1073/pnas.
1421504112)
52. Yuan Y et al. 2015 Characterization of
Mycobacterium leprae genotypes in China—
identification of a new polymorphism C251 T in the
16S rRNA gene. PLoS ONE 10, e0133268. (doi:10.
1371/journal.pone.0133268)
53. Stamatakis A. 2014 RAxML version 8: a tool for
phylogenetic analysis and post-analysis of large
phylogenies. Bioinformatics 30, 1312–1313. (doi:10.
1093/bioinformatics/btu033)54. Kumar S, Stecher G, Li M, Knyaz C, Tamura K. 2018
MEGA X: molecular evolutionary genetics analysis
across computing platforms. Mol. Biol. Evol. 35,
1547–1549. (doi:10.1093/molbev/msy096)
55. Cingolani P, Platts A, Wang LL, Coon M, Nguyen T,
Wang L, Land SJ, Lu X, Ruden DM. 2012 A program
for annotating and predicting the effects of single
nucleotide polymorphisms, SnpEff: SNPs in the
genome of Drosophila melanogaster strain w1118;
iso-2; iso-3. Fly 6, 80–92. (doi:10.4161/fly.19695)
56. Shen W, Le S, Li Y, Hu F. 2016 SeqKit: a cross-
platform and ultrafast toolkit for FASTA/Q file
manipulation. PLoS ONE 11, e0163962. (doi:10.
1371/journal.pone.0163962)
57. Demarchi B et al. 2016 Protein sequences bound to
mineral surfaces persist into deep time. eLife 5,
17092. (doi:10.7554/eLife.17092)
58. Kelstrup CD, Jersie-Christensen RR, Batth TS, Arrey
TN, Kuehn A, Kellmann M, Olsen JV. 2014 Rapid
and deep proteomes by faster sequencing on a
benchtop quadrupole ultra-high-field Orbitrap mass
spectrometer. J. Proteome Res. 13, 6187–6195.
(doi:10.1021/pr500985w)
59. Cox J, Mann M. 2008 MaxQuant enables high
peptide identification rates, individualized p.p.b.-
range mass accuracies and proteome-wide protein
quantification. Nat. Biotechnol. 26, 1367–1372.
(doi:10.1038/nbt.1511)
60. Cox J, Neuhauser N, Michalski A, Scheltema RA,
Olsen JV, Mann M. 2011 Andromeda: a peptide
search engine integrated into the MaxQuant
environment. J. Proteome Res. 10, 1794–1805.
(doi:10.1021/pr101065j)
61. UniProt Consortium. 2015 UniProt: a hub for protein
information. Nucleic Acids Res. 43, D204–D212.
(doi:10.1093/nar/gku989)
62. Chen T, Yu W-H, Izard J, Baranova OV, Lakshmanan
A, Dewhirst FE. 2010 The Human Oral Microbiome
Database: a web accessible resource for
investigating oral microbe taxonomic and genomic
information. Database 2010, baq013. (doi:10.1093/
database/baq013)
63. Belstrøm D, Jersie-Christensen RR, Lyon D,
Damgaard C, Jensen LJ, Holmstrup P, Olsen JV. 2016
Metaproteomics of saliva identifies human protein
markers specific for individuals with periodontitis
and dental caries compared to orally healthy
controls. PeerJ 4, e2433. (doi:10.7717/peerj.2433)
64. Andersen JG, Manchester K. 1992 The
rhinomaxillary syndrome in leprosy: a clinical,
radiological and palaeopathological study.
Int. J. Osteoarchaeol. 2, 121–129. (doi:10.1002/oa.
1390020204)
65. van der Sluis LG, Hollund HI, Kars H, Sandvik PU,
Denham SD. 2016 A palaeodietary investigation of a
multi-period churchyard in Stavanger, Norway,
using stable isotope analysis (C, N, H, S) on bone
collagen. J. Archaeol. Sci. Rep. 9, 120–133. (doi:10.
1016/j.jasrep.2016.06.054)
66. Reimer PJ et al. 2013 IntCal13 and Marine13
radiocarbon age calibration curves 0–50,000 years
cal BP. Radiocarbon 55, 1869–1887. (doi:10.2458/
azu_js_rc.55.16947)
royalsocietypublishing.org/journal/rstb
Phil.Trans.R.Soc.B
375:20190584
1067. Ramsey CB. 2009 Bayesian analysis of radiocarbon
dates. Radiocarbon 51, 337–360. (doi:10.1017/
S0033822200033865)
68. Truman RW et al. 2011 Probable zoonotic leprosy in
the southern United States. N. Engl. J. Med. 364,
1626–1633. (doi:10.1056/NEJMoa1010536)
69. Marques MAM et al. 2004 Continued proteomic
analysis of Mycobacterium leprae subcellular
fractions. Proteomics 4, 2942–2953. (doi:10.1002/
pmic.200400945)
70. Hendy J et al. 2016 The challenge of identifying
tuberculosis proteins in archaeological tissues.
J. Archaeol. Sci. 66, 146–153. (doi:10.1016/j.jas.
2016.01.003)
71. Mann AE et al. 2018 Differential preservation of
endogenous human and microbial DNA in dental
calculus and dentin. Sci. Rep. 8, 9822. (doi:10.1038/
s41598-018-28091-9)
72. Smith O, Dunshea G, Sinding M-HS, Fedorov S,
Germonpre M, Bocherens H, Gilbert MTP. 2019
Ancient RNA from Late Pleistocene permafrost and
historical canids shows tissue-specific transcriptome
survival. PLoS Biol. 17, e3000166. (doi:10.1371/
journal.pbio.3000166)
73. Fang C et al. 2018 Assessment of the cPAS-based
BGISEQ-500 platform for metagenomic sequencing.
Gigascience 7, 1–8. (doi:10.1093/gigascience/gix133)
74. Draper P. 1976 Cell walls of Mycobacterium leprae.
Int. J. Lepr. Other Mycobact. Dis. 44, 95–98.
75. Melancon-Kaplan J et al. 1988 Immunological
significance of Mycobacterium leprae cell walls. Proc.
Natl Acad. Sci. USA 85, 1917–1921. (doi:10.1073/
pnas.85.6.1917)76. Marques MA, Chitale S, Brennan PJ, Pessolani MC.
1998 Mapping and identification of the major cell
wall-associated components of Mycobacterium
leprae. Infect. Immun. 66, 2625–2631.
77. Ng V, Zanazzi G, Timpl R, Talts JF, Salzer JL,
Brennan PJ, Rambukkana A. 2000 Role of the cell
wall phenolic glycolipid-1 in the peripheral nerve
predilection of Mycobacterium leprae. Cell 103,
511–524. (doi:10.1016/s0092-8674(00)00142-2)
78. Mackie M, Hendy J, Lowe AD, Sperduti A, Holst M,
Collins MJ, Speller CF. 2017 Preservation of the
metaproteome: variability of protein preservation in
ancient dental calculus. Sci. Technol. Archaeol. Res.
3, 74–86. (doi:10.1080/20548923.2017.1361629)
79. Reichart P. 1976 Facial and oral manifestations in
leprosy. An evaluation of seventy cases. Oral Surg.
Oral Med. Oral Pathol. 41, 385–399. (doi:10.1016/
0030-4220(76)90152-3)
80. Bechelli LM, Berti A. 1939 Lesões lepróticas da
mucosa bucal: estudo clínico. Rev. Bras. Leprol. 7,
187–199.
81. de Abreu MAMM, Michalany NS, Weckx LLM, Neto
Pimentel DR, Hirata CHW, de Avelar Alchorne MM.
2006 The oral mucosa in leprosy: a clinical and
histopathological study. Braz. J. Otorhinolaryngol. 72,
312–316. (doi:10.1016/S1808-8694(15)30962-9)
82. Lighterman I, Watanabe Y, Hidaka T. 1962 Leprosy
of the oral cavity and adnexa. Oral Surg. Oral Med.
Oral Pathol. 15, 1178–1194. (doi:10.1016/0030-
4220(62)90153-6)
83. Girdhar BK, Desikan KV. 1979 A clinical study of the
mouth in untreated lepromatous patients. Lepr. Rev.
50, 25–35. (doi:10.5935/0305-7518.19790004)84. Scheepers A, Lemmer J, Lownie JF. 1993 Oral
manifestations of leprosy. Lepr. Rev. 64, 37–43.
(doi:10.5935/0305-7518.19930005)
85. Núñez-Martí JM, Bagán JV, Scully C, Peñarrocha M.
2004 Leprosy: dental and periodontal status of the
anterior maxilla in 76 patients. Oral Dis. 10, 19–21.
(doi:10.1046/j.1354-523x.2003.00981.x)
86. Köhler K et al. 2017 Possible cases of leprosy from
the Late Copper Age (3780-3650 cal BC) in Hungary.
PLoS ONE 12, e0185966. (doi:10.1371/journal.pone.
0185966)
87. Grankvist R. 1982 Nidaros kirkes spital 700 år:
Trondhjems hospital 1277-1977. Trondheim,
Norway: Brun.
88. Reed I, Kockum J, Hughes K, Sandvik PU. 1998
Excavations outside the west front of Nidaros
Cathedral in Trondheim. Trondheim, Norway: NIKU.
89. Anderson T, Göthberg H. 1986 Fortiden i
Trondheims bygrunn: Folkebibliotekstomten.
Olavskirkens kirkegård. Human-osteologisk analyse
og faseinndeling. Trondheim, Norway:
Riksantikvaren, utgravningskontoret for Trondheim.
90. Hamre SS, Daux V. 2016 Stable oxygen isotope
evidence for mobility in medieval and post-
medieval Trondheim, Norway. J. Archaeol. Sci. Rep.
8, 416–425. (doi:10.1016/j.jasrep.2016.06.046)
91. Stone AC, Wilbur AK, Buikstra JE, Roberts CA.
2009 Tuberculosis and leprosy in perspective.
Am. J. Phys. Anthropol. 140, 66–94. (doi:10.1002/
ajpa.21185)
92. Vizcaíno JA et al. 2016 2016 update of the PRIDE
database and its related tools. Nucleic Acids Res. 44,
11033. (doi:10.1093/nar/gkw880)
